Abstract: 'Violet Nori' is a new spontaneous growing violet rice variety showing a peculiar violet color in its fresh leaves as well. In this paper, the antioxidant properties and the content of total phenols, radical scavengers, and anthocyanins in 'Violet Nori' caryopses, flour, and leaves are explored and compared. Ultrasonic-Assisted Extraction (UAE) is employed for the extraction of phenolic compounds, improving the extraction conditions by Design of Experiments (DoE). The obtained results show that the Radical Scavenging Activities (RSAs), the Total Phenolic Contents (TPCs), and the anthocyanin amounts (1000-1500 µg/g, expressed as cyanidin-3-glucoside) of 'Violet Nori' caryopses are higher than those in the other analyzed colored rice samples (300-900 µg/g as cyanidin-3-glucoside), with the exception of the cultivars 'Artemide' and 'Nerone', which show comparable values of RSAs and TPCs. The study of 'Violet Nori' leaves at different plant maturation stages shows that their anthocyanin content is 2-3 times higher than in the caryopses and in the flour, reaching the highest levels at about 60 days from seeding. Thus, the estimated extraction yield of 4 kg anthocyanins/t makes fresh leaves very interesting for the extraction of anthocyanins on an industrial scale, whereas violet caryopses are a very interesting dietetic source of valuable anthocyanins and other antioxidant compounds.
Introduction
The interest in the healthy properties of colored rice (Oryza sativa L.) is expanding all over the world, and the consumption of black and red rice is increasing every year. In Italy, for example, in the last six years colored rice crop areas have increased by about 700% [1] . Several authors reported that anthocyanins, which accumulate in the rice caryopsis during maturation, are the major identified pigments in black and red rice [2] [3] [4] . These molecules have functional properties mainly related to their antioxidant activity [5] [6] [7] [8] [9] , but also other health promoting activities, such as anti-carcinogenic [10, 11] and anti-inflammatory properties [12] , have been reported. Opposingly, in 2012 Chen [13] reported that the antioxidant activity of colored rice is rather related to the other phenolic compounds of rice, such as flavonols and flavan-3-ols, which contribute to health-promoting activities by radical scavenging and by their protection against cardiovascular diseases.
• developing an efficient and environmental friendly method for the extraction of anthocyanins and other phenolic compounds from the caryopses, flour, and leaves of 'Violet Nori'; • evaluating the antioxidant properties and the anthocyanin content of the extracted samples and their changes in leaves throughout plant growth; • singling out the best and most economically handled raw material for the sustainable industrial extraction of its anthocyanins.
The final aim was to investigate the healthy properties of the caryopses of this new violet cultivar and to single out the best economic source for the industrial extraction of anthocyanin among the different parts of the plant.
Results

Preliminary Experiments
The intense violet color of both caryopses and leaves of 'Violet Nori' encouraged the preliminary attempts to extract their phenolic antioxidants. In this explorative phase, a conventional three-step extraction with acidified methanol and acetone [18] was performed on 1 g of powdered whole, brown, and parboiled 'Violet Nori' caryopses and husks, as well as on 1 g of its fresh leaves, cut into pieces about 5 mm in length. The Radical Scavenging Activities (RSAs) and the Total Phenolic Contents (TPCs) were determined in all of the extracted samples.
The values of RSA obtained from violet leaves were approximately 2-fold higher than those obtained from the corresponding whole caryopses, thus supporting the hypothesis that leaves are a possible raw material for the industrial extraction of substances with strong anti-radical activity. On the contrary, the preliminary trials on chaffs and husks did not give the hoped results: the TPCs measured by the Folin-Ciocalteu method [19] stood for the presence of phenolic compounds, but their RSAs [20] were so low that the results discouraged further investigation on these byproducts of rice production. Moreover, in these trials the RSAs of whole and brown rice were comparable, whereas the lower results of both RSAs and TPCs obtained for parboiled rice confirmed the assumption that the parboiling process depletes the amounts of valuable molecules.
The First Tentative Direct UAE
The encouraging preliminary tests led to the tentative exploration of the employment of direct UAE for a more exhaustive extraction from both leaves and caryopses of 'Violet Nori', in sight of a possible extraction on an industrial scale. Ethanol 60% (pH = 5.8) was employed for UAE since, unlike methanol, it is considered eco-friendly and non-toxic for the extraction of bioactive compounds from plants [21] , and it is GRAS (Generally Recognized as Safe) according to the Food and Drug Administration [22] . The 60% composition of the ethanolic solution was singled out as a compromise between the optimal 65-67% ethanol composition previously reported by Tabaraki and Nateghi [23] , with the aim of reducing solvent consumption and costs. The extraction yields obtained by applying pulsed direct UAE to the whole, brown, and parboiled violet caryopses were evaluated by the RSAs and TPCs of the extracted solution and compared with the yields obtained by the three-step method [18] on the same samples. Figure 1 shows that the yields of the two methods were comparable (p < 0.01), even if the UAE conditions had been set rather arbitrarily and should be still improved. On the other hand, the employment of UAE significantly reduced both the time of extraction (about 15 min vs. 4 h) and the solvent volume (24 mL vs. 45 mL/g rice). Thus, to enhance the extraction yields, UAE conditions were improved by Design of Experiment (DoE), as reported in Section 4.4. 
The Selected UAE Conditions
The application of DoE allowed us to determine that only two UAE variables, i.e. pulse and sample/solvent ratio, were significant to the yields of extraction. Thus, these variables were optimized by Response Surface Methodology. Nevertheless, in order to reduce solvent volumes and costs, their values set for further experiments was a bit different from the optimized ones (see Section 4.4), since a ratio of 1:40 g/mL and a pulse of 80% fulfilled the aims of both obtaining a high extraction yield and limiting solvent volumes. The amplitude was set at 30%, since a further increase of the intensity of vibration proved to be useless. The final conditions are reported in Section 4.5.
Analyses of the Caryopses and Flour of 'Violet Nori' and Comparison with the Caryopses of Other Black Cultivars
In the following year's crop, the improved UAE conditions were employed to extract total phenols and radical scavengers from the brown caryopses, flour, and leaves of 'Violet Nori' plants as well as from the caryopses of some prevalent black rice cultivars ('Artemide', 'Nero', 'Nerone', 'Otello', and 'Venere').
In this stage of the study two further analytical determinations were employed: the Oxygen Radical Absorbing Capacity (ORAC) method [24, 25] was used since it has a radical quenching mechanism completely based on Hydrogen Atom Transfer (HAT), and its association with DPPH-test allows a better evaluation of compounds having different antioxidant mechanisms [26] . Moreover, HPLC-DAD was employed for the determination of anthocyanins in the solutions obtained by UAE from the different cultivars, since their color made them particularly interesting, even as possible natural colorants in food. The HPLC analysis was carried out by directly injecting the ethanol/water solutions obtained by the fast direct UAE of the caryopses and flour, since the results proved to be not significantly different (p < 0.01) from those obtained by an extraction method specific for rice anthocyanins [13] , but involved 6 h of soaking in 80% methanol. In order to preserve anthocyanin integrity, the UAE solutions were stored at T = −20 • C until the time of analysis. In these conditions their content was stationary up to at least three months.
Cyanidin-3 glucoside was by far the major detected anthocyanin both in 'Violet Nori' and in the other cultivars investigated in this study, along with lower detected amounts of peonidin-3-glucoside and cyanidin-3-rutinoside. As far as their total amounts are concerned, the comparison among the brown caryopses of 'Violet Nori' and those of the other black rice cultivars ( Figure 2a ) showed that the total anthocyanin content of 'Violet Nori' was generally higher than that of the other analyzed cultivars. Nevertheless, Oryza sativa L. 'Artemide' and 'Nerone' had RSA ( Figure 2b ) and TPC ( Figure 2c ) values comparable to those of 'Violet Nori' and 'Venere', which is by far the most common colored rice in Italy, and had RSA values that were only slightly lower than that of 'Violet Nori'. The results obtained from the analysis of 'Violet Nori' caryopses and flour showed a close correlation between their TPCs and anthocyanin contents (R 2 = 0.9672) and between RSAs and TPCs (R 2 = 0.8839).
Analyses of the Leaves of 'Violet Nori'
As far as leaves are concerned, the study was continued with the aim of both evaluating their possible employment as a raw material for the extraction of valuable antioxidants and singling out the best time interval for their cut. The leaves were cut at a height of about 10 cm in 1 m 2 areas at 15-day intervals, i.e. at different plant maturation stages. Two sets of leaves were collected from two neighboring fields: the former in the second months from its seeding at 15-day intervals, i.e. after 30, 45, and 60 days, and the latter in the third month, i.e. after 60, 75, and 90 days from its seeding. This allowed an evaluation of the trend of the content of phenolic compounds and of their antioxidant activity after leaves had reached a height of at least 20 cm and up to 50-70 cm after 3 months from seeding, when leaves collection should not still threaten the further development of the ears. In this period, a parallel slight increase of leaves width from 3-4 mm to 6-7 mm was observed. Since the water contents detected in leaves appeared to be rather variable (between 60 and 70%) and severely influenced by climatic conditions, the results obtained for leaves extracts were expressed on a dry basis ( Figure 3) . Within each set of leaves, a high correlation (R 2 > 0.988) was found between the ORAC values and the anthocyanin content, whereas the correlation between ORAC and RSA values was high (R 2 = 0.9556) only between 60 and 90 days. Considering the two sets of samples, Figure 2 shows that RSA and ORAC values enhanced up to about 60 days from seeding, and then significantly decreased in the following month. A similar trend is visualized for anthocyanins, whereas the TPC appears rather constant up to 60 days and then decreases when leaves lose their firmness and elasticity.
In order to evaluate the stability of antioxidants from leaves under refrigerated conditions, the leaves collected at 30 and 60 days after seeding were also analyzed after 15 and 30 days of refrigeration at a temperature below 4 • C. A significant decrease of both RSAs and TPCs was already observed after 15 days of storage, when leaves appeared flabby and less elastic, and a further decrease was observed after 30 days, when bad odors started to develop.
Finally, Figure 4 compares the medium values of the analytical results (expressed on a 'tel quel' weight) obtained from fresh leaves, caryopses, and packed industrial flours of 'Violet Nori' obtained in the same year crop. The results obtained from leaves were from 2-3 times higher than that obtained in rice and flours, and confirmed that leaves could be a very interesting raw material for the extraction of valuable antioxidants, particularly anthocyanins. 
Discussion
After the development of the environmental friendly direct UAE method, the results obtained from the analysis of the caryopses confirmed the previously reported antioxidant properties of the most common black rice varieties grown in Italy [14] . Moreover, by comparing the results obtained in the same UAE conditions from 'Violet Nori' caryopses and from the other analyzed black rice cultivars, the anthocyanins content of 'Violet Nori' rice appears outstanding. The high correlation between ORAC and RSA values (R 2 = 0.9647), and between anthocyanin content and ORAC and RSA values (R 2 = 0.8719 and R 2 = 0.8668, respectively) of violet rice samples confirmed the significant activity of this class of flavonoids when oxidation involves a radical mechanism. The detected anthocyanin and antioxidant contents in its caryopses confirmed the great interest of 'Violet Nori' as a dietetic source of valuable health-promoting compounds.
The analyses of 'Violet Nori' flour largely confirmed the results obtained for the caryopses, although flour is generally obtained from grains discarded for their size or their blemishes. In fact, flour largely maintains the treasure of antioxidant molecules. This result is particularly important since this particular byproduct of rice processing could be employed not just for the extraction of valuable antioxidants but also as an ingredient for the production of valuable food products, for example for celiac disease.
As far as leaves are concerned, the experiments during the vegetative plant cycle show that the leaves contents of TPCs and anthocyanins are 2-3-fold higher than those in rice and flour and reach their maxima at about 60 days from seeding. Thus, a predictable yield of about 4 kg anthocyanin/t fresh leaves is significantly higher than those of 1 kg anthocyanin/t rice, calculated on the basis of the medium anthocyanin amounts detected in 'Violet Nori' rice (1300 µg/g rice, as cyanidin-3-glucoside) for a yield of about 68 kg of rice from 100 kg paddy. However, the results obtained after leaves refrigeration demonstrate that fresh leaves should be extracted as soon as possible after their collection in order to prevent the deterioration of the active molecules. These interesting results will direct further experiments aiming both at evaluating the feasibility and the advantage of UAE for the extraction of anthocyanins from leaves on an industrial scale and at verifying whether leaves collection at this maturation stage really allows the further full development of the rice ears and the maturation of their caryopses. 
Materials and Methods
Chemicals
Equipment
An IKA Ultra-Turrax T25 (Staufen im Breisgau, Germany) realized a coarse homogenization of the samples in the extraction solvents. An Hielscher UP200St (Teltow, Germany) was employed for the direct UAE. An UV-Vis Agilent 8453 (Waldbronn, Germany) allowed the determinations of the TPC and RSA, whereas a 55LS Perkin Elmer Fluorescence Spectrometer (Waltham, MA, USA) was employed for the Oxygen Radical Absorbing Capacity (ORAC) determination.
Plant Materials
'Violet Nori' rice samples were supplied by Azienda Agricola Eleonora Bertolone (Collobiano, VC, Italy) together with its leaves, flour, husks, and chaffs. They were collected in 2014-2017 in the area between Collobiano (VC) and Quinto Vercellese (VC), Italy, using the standard farming practices of that geographical area. The samples of black caryopses of the other analyzed cultivars were purchased from local markets. The leaves, from 20 to 60 cm long, were analyzed one day after their collection, and they were preliminary cut by hand into pieces of about 0.5 cm in length for the analyses.
Experimental Design for Improving UAE Yields
The experimental conditions of UAE were progressively improved by applying DoE, performed by an R-based chemometric software [27] . At first a Full Factorial Design was employed to investigate the influence of four quantitative UAE variables (instrumental amplitude (X 1 ), pulse (X 2 ), and time (X 3 ) + sample/solvent ratio (X 4 )) on the extraction yields. Each variable was tested at two levels (Table 1) . For a better evaluation of the extraction yields, two response variables were employed (Y 1 = RSA (µmol TEAC/g sample), and Y 2 = TPC (mg GAE/g sample)). The sixteen experiments plus two replicates of the central point were carried out in a randomized order and allowed the estimation of the coefficients of the following resulting models:
Looking at the plots of their coefficients (Figure 5a,b) , both pulse (X 2 ), and sample/solvent ratio (X 4 ) were shown to be significant (p < 0.05) for Y 1 , whereas Y 2 was affected only by pulse (X 2 ), but at a higher level of significance (p < 0.01). In both models in the studied interval when the higher was pulse, the estimated yields were higher. However, the influence of X 2 and X 4 should be further studied in order to improve the extraction yields. Before proceeding, the amplitude significance was further tested, since the error bar of X 1 was just a little lower than zero, which means that amplitude was also nearly significant 
Then, a faced Central Composite Design was applied to the two selected significant variables, X 2 and X 4 , in order to study their interaction and quadratic terms. The variable levels were modified according to the results of the factorial design: X 2 was increased and studied between 50% (+1) and 90% (−1), since it had a positive effect on both Y 1 and Y 2 , and X 4 was decreased between 1:30 (+1) and 1:60 (−1), since it had a negative effect on Y 1 . The obtained models and the contour plots of the response surfaces of Y 1 and Y 2 are reported in Figure 6 , confirming that Y 1 and Y 2 were higher at higher sample dilutions (X 4 ). On the contrary, neither X 2 nor the quadratic terms nor the interaction were significant at these levels. The Y 1 plot visualizes that the higher values of TEAC could be obtained with X 4 between 1:45 and 1:60 g/mL at a pulse between approximately 60 and 85%. Nevertheless, in sight of reducing solvent costs and environmental impact, a ratio of 1:40 g/mL was preferred, since it led to responses that were not much lower than the best values. Furthermore, looking at the plot in Figure 6b , an 80% pulse value, corresponding to an 80% compression phase, was then selected, since higher values of the high-pressure phase could prevent the formation of cavitation bubbles in the residual low-pressure phase [28] 
The Final UAE Conditions
The final UAE conditions were as follows: 40 mL of ethanol 60% were added to 1 g of powdered rice (or husks or flour or 0.5 cm pieces of leaves) in a polypropylene 50 mL conical centrifuge tube, which was then immersed in an ice-bath for a temperature-controlled homogenization. The sample was homogenized by the Ultra-Turrax T25 for 2 min (0.5 min at 8000 rpm + 1.5 min at 24,000 rpm) before sonication. Then, a 7 mm e.d. (external diameter) sonotrode was immersed into the tube for direct sonication for 5 min, at 30% amplitude and 80% pulse parameters. During the UAE process, the temperature never exceeded 60 • C and a further homogenization was realized. The obtained suspension was filtered by a Whatmann n. 1 paper disk and a further filtration by an RC 0.45 µm membrane syringe filter was required for the instrumental analyses of the solutions.
Determination of TPC
TPC was determined for all of the solutions extracted in this study, whether obtained by traditional or UAE extraction. TPC was determined by the Folin Ciocalteu method [19] . A multi-level calibration at λ = 760 nm with gallic acid allowed expressing results as mg GAE/g sample (GAE = Gallic Acid Equivalent). Different dilutions of the extracted solution were appropriate, i.e. 1:10 for the solution obtained from rice caryopses, husks, and flour, and 1:25 for the solutions obtained from leaves.
Determination of RSA
RSA was determined for all of the solutions extracted in this study, whether obtained by traditional or UAE extraction. RSA was determined with DPPH• [20] . A multi-level calibration with Trolox at λ = 515 nm allowed expressing the results as µmol TEAC/g sample (TEAC = Trolox Equivalent Antioxidant Capacity). No dilution was necessary for the solutions obtained from the caryopses, husks, and flour, whereas a 1:10 dilution was appropriate for the solutions obtained from leaves.
Determination of the Oxygen Radical Absorbing Capacity (ORAC)
ORAC was measured in the solutions obtained by applying the final UAE conditions to 'Violet Nori' brown caryopses, flour, and leaves. A Perkin Elmer 55LS was equipped with a single-cell holder so that, starting from the conditions reported for the microplate assay [24] and the information retrieved for the single-cell determination [26] , the method was adapted for single-cell employment. The cell temperature was carefully set at 37 ± 1 • C. A 0.75 mM phosphate buffer at pH = 7.4 was employed for the preparation of the solutions and for the sample dilution. Three milliliters of FL 6.64 × 10 −5 mM was accurately pre-incubated at 37 ± 1 • C for exactly 15 min before adding 50 µL of sample and 50 µL of AAPH 0.6 M in rapid sequence. The obtained solution was immediately vortexed for 10 s, transferred into a 1 cm quartz vial, and introduced into the single-cell holder, so that the first fluorescence reading (f 0 ) was exactly 30 s after the AAPH addition. The fluorescence intensity was measured at λex = 490 and λem = 515 nm every minute up to 30 min (f n , 30 ), when the fluorescence decay was practically completed (residual fluorescence was lower than 2% of f 0 ). Instrumental parameters were set up in order to obtain each f value as the average of three consecutive readings.
For each standard solution or sample, the Area Under the fluorescence decay Curves (AUC) and the net relative AUC, i.e. the value obtained by subtracting the AUC of the blank (the phosphate buffer) from the AUC of the standard or sample, were obtained [25] . The ORAC values were determined from the Trolox calibration curve and expressed as µmol TEAC/g sample (R 2 = 0.99). The Trolox calibration curve was daily repeated with four Trolox standard solutions at concentrations between 12.5 and 100 µM.
During the development of this method, a careful control and standardization of temperatures, times, and sequence of reagent additions proved to be critical for the method repeatability.
HPLC Determination of the Anthocyanin Content
A reversed phase HPLC method reported for phenolic compounds in bud extracts [29] was slightly modified and then employed for the determination of the anthocyanin content in the solutions obtained by applying the improved UAE conditions to 'Violet Nori' brown caryopses, flour, and leaves and to the solutions obtained by UAE from the caryopses of the other cultivars. A C-18 core-shell column (Agilent Poroshell 120 EC, 3 mm × 150 mm, 2.7 µm particle size) was employed, with a mobile phase of water acidified at pH 2.14 by formic acid (solvent A) and acetonitrile (solvent B), with a 0.4 mL/min flow rate, and a 30 • C column temperature. The multi-step gradient was 95% A at 0 min, 70% A at 25 min, 45% A at 35 min, and 0% A at 42 min, held for 3 min. Anthocyanins were detected and quantified at 515 nm by external standard quantification with a four-point cyanidin-3 glucoside regression line (R 2 = 0.9998). Results were expressed as µg cyanidin-3-glucoside/g of raw material.
